Figure S1: Absorption spectra (left) and fluorescence spectra (right) of 2 in aqueous buffer solution (ionic strength 100mM) at different pH. Dye concentration was 2µM when recording absorption and 0.05µM when recording fluorescence spectra. Compound 3 could be identified as the pure 4'-carboxy regioisomer ( figure S9 ). For comparison, the spectrum of the 5'-carboxy regioisomer (figure S10), which was also obtained upon HPLC purification of crude 3, is shown. Resonance at >7.9ppm is can be attributed to the protons in the dicarboxyphenyl ring which are in ortho-position to a carboxy group. The 4'-isomer contains only two such protons, while three can be found for the 5'-isomer. LC-MS characterisation of crude 1 reveals an interesting side-product which shows a slightly higher mass than the main product but no absorption typical for rhodamines. This could be the product of a reduction (formal addition of H -to the chinoid form of the rhodamine) which results in disruption of the xanthene chromophore. ↓ LC-MS characterisation shows that crude 3 is composed of four different rhodamines which have been formed in an approximate ratio of 1:1:0.3:0.3. The two main components which are eluted earlier have been isolated and identified by NMR spectroscopy as the 5'-carboxy and the 4'-carboxy regioisomers of the target structure. The 4'-isomer (i.e. compound 3) was used for characterisation. The two components eluted later have higher molecular masses and could be the result of methylation by methanesulfonic acid upon preparation. Gradients used for HPLC purification: 
